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[11*93] B W*K#igtta**-C* *9 > *o*fr*LfcBW4MtOW* 

[»#9 5 ] m.&ty&imm5mmmx*jbz>mi£& 3 s fci± 4 umv>%& 
[ffi-%m 6 1 ^mmm^m^m^^m^ ^77^- if 5b (toacp 

K#fft L T v> & jfi-fcfciRjif Ltv^^\ $ tz L T v> & if ^ l 
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( i ) m-m,m s e Mwm t %t&%dw ^mfi\m*$> *k (a) m-mmm^m 

a 

[it&s i o ] n— t m- tfL^^s^^m* $titv^ 9 mm. 

co^r y ho 

(i i o izmm<7)*v ho 

[0 0 0 1] 

*£fc£,fc!K S-f^4«cotl^tf«^r*iL#:^tc^t> 

[0 0 0 2] 
[M^O^] 

M75mt&$L\m.&*X7T (TRACP : Tartrate Resistant acid Phosphata 



ttHE#2 003-3109667 



!&m 2002-377636 



3/ 



*mfztiT^Z>mMT*$>z> (#ftl&^-#-, fifckt:*, 4>*tfU#, fe^ft^iW 

J Bone Miner Res. 15:1337-1345,2000) (Clin Chera. 47: 74-80. 2001) 0 
[0 0 0 3] 

tZZ>X\ JfiLft*$^**"7 7*-~ Hit, tfVTPVJl'TS Vrfrn&ftXHZ 
ioT. JKjSJ: 0 0-5 <D 6 oo/t> KK55*tt £*L, -e<£>4«-?? 5 #g^MS^ 

*) > Band 5 S^Bia&JftteBfett** ~7 7 9 — tf (TRACP 5 tartrate Re 
sistant Acid Phosphatase 5) t^tfiX^^bo CltUiS £ Kflt&tfclfrlC J; >)$g 
g^<Z>vT;l/$$§£-o#v> 5a tet^vT^^^&v* 5b fc^tfcti 
*o ^LT> 5a \$to.4^^^<D%frh<DWMX&^X^W)^W)Lt£\<*<DK 
MLX, 5b 0*a s #i&iDUC#v^tfr-f £ tztb, 5b «#if»&^M^S1» 
14^X7 r^— &<D%ifcX$>2>£^z.t>tlX\<*2>o ttz Clinical Chemistry 
M (Clin.Chem.47:1497.2001) X fc®£#«ft5fc<7> ACP TRACP 5b ^Bg-ffii" 

ACP *Wfc't2>i><Dl± TRACP 5b t Lt, * tzW&Mffl,&&mftW6M&M 

tt** ^ T 9~j£tmftmmmfc i &*x7 r * --e 5b (tracp 5b) itmmt l 

T1--<T TRACP 5b t&&-t& 0 
[0 0 0 4] 

Jfcfl^fcli ACP tLX, TRACP 5b W^^JfiL^E&^^JflL/J^fi*^^^ y 

'Vifi&fcWZ'&tfLX < & o %<Dtztb, $£%:<D TRACP MttSUfe^Ji^ 

TRACP 5b &&&fflfeLX^2>£tenz.%^o Z<DWfefe<D&m&t LX 
it, ]fiLY#£ 5 feK3fr$lLtz$.% 37VX 1 IRK V* h^affigLaLfc L 
fc^ TRACP B^flfcfflET. *Riltp--hn7i-H 

>m (pnpp) zm^xMfci-ttmmbtix^z (0*^.49:904-911.1990 
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; Cl in. Chem. 33:458-462. 1987) 0 Z<Ojjfel±ifc]fnM&%:W&&*X 7 r ? — \fO 

v> 0 %t>liZ£ tytife^&j&fti&Mfc&t L"C> TRACP 5b h#lflL^Jfll/h^S^M 

fflLTt TRACP 5b (#§fl¥l0-37198-^-^) 0 L^L&rt^ 0 

JflL^^JfiL/J^ft^M^m^tnlttmte^^ 7?^ — t?<Of^i&v> co^, TRAC 
P 5a <D&W*Vfc< ZttfX*&ir^ ttz TRACP 5b tStt^lirSSm^ttmtt^ 

[0 0 0 5] 

&^lfti|lJ5ev£-t?t±, Marius E ^ Sari L t><7)#V ? u-i-^ffifeim^ZM 
(J Clin Endocrinol Metab. 71:442-451. 1990; Clin Chem. 46: 1751-1754. 
2000) & X O* Juss i M. Hal 1 een Heather Bull ^Ifrfc * ffl 

V^^fiS (J Bone Miner Res. 13:683-687. 1998; Immunol Lett. 70: 143-149. 1999 
; J Bone Miner Res. 14:464-469. 1999; Clin Chem. 45:2150-2157. 1999; Clin Ch 
em. 46: 1751-1754. 2000) Band 5 ^ifc&MfcLT Lt 7 TRACP 5a <D 

§MZMffl.X^%^ 0 ttz, TRACP 5b & #1^6*71- SO ^LTv>.£> t ttv^ Hall 
een (bO^&fi, J: TRACP 5b femz&mMX* $> 2> i>\ 

# i: Itv^ m#^#-e^M^/h £ < > - # - £: L T SRft 

n — )V$m<D TRACP 5b & v * Cl t rfX> t o OIK S T? * o t 

&t>ti& 0 ttz, tracp {inn^ \,z.mmm&*wtz%\,*7 ? r * > Y&ffi&wm 

[0 0 0 6] 

3 <k i*t4-CliHS3(HgttSr»o3S5^«:»Jt I (In 

tact Enzyme) hfllX^ffM (Enzyme Degradation Products) K^il&ijLlK £ 
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ioTffl(Wtt*««:<*S*^<?5|UiH36t*4i:#x.c>tL < 5o 3fcfc«*Wfc 
TRACP »79^^b*^J*»jz#lRJR*RlftL«fV*!:v^«#t*^ (J. 
Bone Miner. Res., 15:1337-1345, 2000; Clin. Chem. 47:74-80, 2001) > 

[0 0 0 7] 

«HfeOiSttSr^ TRACP 5b KM1rZ&&&<Dft\ t *tfcfc&%frvfcZ t^&& 0 
2^e(±jflLtt4>tC TRACP if«#gei7 7^^ > h^fS14^m_LH7^*tC^ 

J:oT*$&9§TNi TRACP JSt»*fctt^&|i©iftv*#Mft#i:. mm tit 

[0 0 0 8] 
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!&m. 2 0 0 2-3 7 7 6 3 6 v : 6/ 

G)f£Hft#^ s B ^tt^tf »k§m«^& 19 . (i i) mfc-hm&m 
tt^* *k ( i V ) n~ fofcvwt&wM^mftifti&n— b e^s^o 

O 

[0 0 0 9] 

^f^m<r>imM^x\t, tkfc*<Dm7£tt%.mx~&2> nmm'g.zmfc-f&tztb 

v^<7)-e&&o i^tMlifttt, $iJ^at^&£BifttrSf 
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[0 0 10] 

<7)*y * u - i- frffifri m$i<t & z t X !k Mnct^||, 0 #S&9!fc 

&yon teWcm-f zztizx-oxi) 2 mmv*=y * n - ^-^^^ a^-f & ^ t # 
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[0 0 11] 

2asogL#o^wt it, gt#«Biaa* tracp 5b an&K 

\tZ£<Q'&btif z TRACP 5b tcov^TO 2 iiO^y * n — Ctt^-e 

# fc* / * n J: f> Mfc TRACP 5b Rjt6tt*«Jli (77^ 

>ht KlB LmW&m tlit A, FKJB L ^m—<D^J ? u - -)-)V%mx*3b Z> o 

ztit>2mm<?>tiLifc&mmLx, tracp yf^y^v^yvt^^m^ik^r^ 

v*f4U (mtfn.*t, Jfo/Nfo 0*3$. v^077-y) of&WfcJj&ifStt&v^Bfe 
#«l£l3t TRACP 5b AWWftftSljeffi^lBfcftofeo 

[0 0 12] 

_kfe* y ^ n - ^ /Hftflcti t TRACP 5b ^iltLtf 

zfornKz ft otz&\ zinz^ib-rmm&mmm^ f<D tracp 5b 

±f5^y ^n-^-;vtjt#:«j|i^ii h TRACP 5b t LTS&^^^ U 

^Otnlfc h TRACP 5b fet#Mfe«i:#MJffiS«^^ll!-^^-ii:^^i:tcJ:oT 

^LT^f^t: h TRACP 5b * 7 u 4 > h <?)$B^ ^TyaA*> K y^mtT 
iz 1-3 M£ £ «JI£rt&T\ i - U: J: o T^llt l>o 
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[0 0 13] 

(Nature. 256, 495. 1975) Ciot^'J^f V^^Vn-^ (PEG) £fflv*&££ 
lt£LfcfflUi&j&>&fc h TRACP 5b *Bm,1r2>ffi<fc*m£.i'&^'( 7V K-v£ 

tT-7^M^-»^^-ei^nn--^#±?f4 1 ^t h TRACP 5b fctt-faSMfr^ 
£*fCV>&«r£-fc:HU fch TRACP 5b ^7°V- h JiizmfeltLtzT ? *7V- 

v ±iz±m *<d^ KB&izfo*? <yxj a; yuyi) >-hrp mmfiifom, 2 & 

ELISA fete J: t f TRACP 5b KM"? £ «=e J ? tt - i- 

T'lz-Kai. ELISA £|WH$^fd itttf TRACP 5b #^6lJtJL#:0^ ^ U 

i t\zi£2> 0 o£ 0 t: h TRACP 5b "TV- h -C|^14^*> ^ > BS 
A ELISA xm&<D? n->^I^fs<7)t^l>o 

££teM^»£*±v#&;&n£T£0&£^ EfcfllR TRACP 5b ^Jnx.Tf& 

&mm &&&z*tx 4^1, , z<Dm&mm$5&* pnpp <a£?&3! 

feSg^jfiJffi LXMfctZ ^ttt^o 
[0 0 14] 
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*§&W<Dm— <D*:J ?u-i-)V%mt LXlt, TRACP 5b fciRMIWtegSft 
f^^^^n-^;^^^^. t»:Sttit b TRACP 5b fcRj&U ^o#jfiL 

ifiL/j^, Bfr^a^^mtt^^yr^-'ifs.^x h acp t$tm 

it Jf^ftWibWtt L^^7'J K-v Trk62 ^^1" &^/?n-^-;v 
tJL#^WbtL^ 0 mr.<D*:S ?u-i-)Vtfm£ LTIi, TRACP 5b 

h TRACP 5b 15 A, fKJScHirl*. *»o#jt^ JliuMR, J6F*$U ffirajftfi*© 
#14** 77^ — IfXIf #r h ACP i: ^MlSL^v^ <D&&$ *i& 0 1zb?L 
\2*&m%im3L Ltz^jy) K— v Trk49 ^.^y^o-t /l/Jfrfltf* 

[0 0 15] 

CTfSftt: h TRACP 5b 77^ > h X «9 *>f£1£t: h TRACP 5b KUffimm^ 
%m&%f£ L < > flfCfft L < {i^-trL^Ofg-ftli h TRACP 5b *) & 

h TRACP 5b «9 i!|V^ittl7 7^^ > ym&fe&Zft^ 

£ L v\, bLXtetzbz. tX*&Wmibm& L^>f ^ V K-v Trk62 

m±LLfz^J 7V K— ^ Trk49 *y * n-^;Hft#:^tf £> tL^> 0 

Jiffi^ K-v Trk49 ££0* Trk62 lilf M^l^IfliSff ^Slf 
tw-e-tt-PtL, $St#-3" FERM BP-8249 (TO 14 ^ 11 ^ 27 0) b FERM BP-78 
90 (TO 14 # 2 £ 14 B) L"C^f£$*LTV>£ 0 
[0 0 161 

±ta^N^-7*'; h~-^i*mi%mi&&mizm^t>tiz>igM^ «-mem, rpmii 

640, ASF, S-c 1 one & L , -t Oig#±Yf J:0*/^n-t * EI JR. 
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±mo±m, m&z ^u-i-jv^^mu-r &-%&t Lta, MHt&£ 

[0 0 17] 

TRACP 5b £*f*»»!l5£-*-* ^T^^HWO^iH^tco 

h 0 ^(Dti, iWH/R** TRACP5b <D X 7 ari&tt!B»*0*frd\ pNPP(/N'9- h 
[0 0 18] 
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t^-C§& 0 -TOti. BWMta* TRACP5b ? &f§1£Mi^f<7> 
P NPP(/n°9- h0 7xr;wj >&)0*9fc#Jfo1-&a&K»*£*OHffl3t 

I0 0 1 9] 

^m&mm-$iwfeti±, elisa ^m<omn^m^Km^^i>(ox$>fnm 

ffilt^ici^^y ?n-^;v^#£^$.£-& 0 ^fftft^ftfi lng~~100m 
g/ml O^H-C^^it^v^ T-7^-T"f-^^^J: 
otifflCS^lf^y * n - ^ h TRACP 5b &$J^-f flPx. 

o *®&cf±gfc£n<7) pNPP &£?£ffiv*;z>c:£rtn?§:&o 
[0 0 2 0] 

g ttomn <omfe izt&zt &x # & 0 

[0 0 2 1] 
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[0 0 2 2] 

(l) *s ^rz±ik^MIMM^M^3gJiMM 

ffifc h TRACP *J *u-±)VmfcftWuV>tzib<0$mh LX, 
*<7) TRACP 5b ^$|L/;, £lTi:»«fe*^4o 

* o h ^B«#ms I30g Sr?S#gf*T?^$^ ^>^--C*fr#f&, 7* 
n-rT— *M >t¥*-Z^ttm.ffim (50mM Tris-HCl, 0.3M KC1, ImM PMSF, 1 
mM EDTA-2Na, 0.1% Triton X-100, 0.02% NaN3, 1 unit/ml T~7u^=-V P H7. 
5) 200mL 4>tw}R?S$^ Stt't'tvt'f ■*f—teX^ c £i?~}-4XL?z 0 4t:— Bfc 
m#m> lO.OOOrpm, 20 #3frk53*f£U ^0±?»£ lOmM M; pH8.2 
KM$t& CM-Sepharose#7A 40mm X 40cm) (SIGMA) 1:7^5^ U ft 
Lfc* NaCl £^tr_Lffl h y X^@^<5DlS^Jg^|ffi (0-0.5M NaCl 

y^Bfe*fl|v»ai56U ©14Oi^v^^^^-;vt7^ 0 **L*iftl&&, 0.7MNaCl 

20mM M;*iBH*r$fc pH7.2tej8$fU Superdex 200* 9 A (^16mmX60cm 
) (Amersham Pharmacia Biotech) KT 7°7 ^ U Ell&fci&ffi Lfc 7 9 * v a > 

20mM H;*d8®i£ pH7.2 T"2 4§K^U HiTrap Heparin HP (5mL) 
(Amersham Pharmacia Biotech) 1:7^9^ U SUtLfc? NaCl & 

£-fr±ffi 20mM b Vxmmm pH7.4 Oi&KlifcK&JE (0.35M- 1M NaCl) 3«Jg 
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ifcKH- * £ £ »K i»t»fi*Kt*^7 7^- tr£ 0.4mg# 

/Co 

*>v<**l± A 2 80 K<t*)fi£BU *6&*± SDS-PAGE (TIFCO) £firv^ 
^T-* 35,000 #I-ey>^;w^ K-e^^diitcj: ijffilBLfco 
KC^o^iifiil TRACP 5b LT&5g#bJlS £: L£ 0 
[0 0 2 3] 

(2) 

ffiut v^mm>&^m^wMmm.**yT*-i? (tracp 5b) £ 250 ^g/ 

ml £%2>JL7K 50mM ^x^BMSWifc (pH5.5) T^ftU 25/* g (100// 1) £ 
hot7n^>K^7ya^F (WAKO) lOO/i 1 t & 1 T? i < rMO L 
7Co SllibfcJ8iB«[Sr Balb/c 6 &tt i^^^ &c^a^;wr. 

—r/Hft*T^flftJ!SrtS#Lfeo 2Mm&UZ&m*<?> TRACP 5b (25/<g/ml) £ 
7Usf> K^Sfe^T y a/t^ K (WAKO) tmfaLXyujy K^T yaM> K 

2jS^m^IWj^(7)^^a i v\ 4 EJ i i: LT TRACP 5b 25/<g/ml£ 

50mM * (pH5. 5) "CW * *JlMtmt* K J: f) t ^ c 

[0 0 2 4] 
(3) K— T^Ma 

**ftftJ: 3 Bf&K TRACP 5b X !)S^il*©v>)^ J: «9 i;xfji/x-f 

fr-?- 4 XD-fife (Nature. 256, 495. 1975) ic^o Xftt>ti, *° U 
xfl/>^>ja-^ (PEG4000) (MERK) £ fflV^tlPItt £ #$t@a» P3-X63-A 

g8-ui (P3ui) zm&Ltzo *<om&itm±mmmm& zxio'? «»=«-lt*« 

Jftftt P3-X63-Ag8-Ul (P3U1) 2X107l@T% 4:n?fcofc 0 S^fflfl&f* 10%FCS 
(INVITR0GEN) a -MEM (IRVINE) HAT (n*^/^ *) Jgifefc^ffcL 96 ^ 
v^n^ (ft^^^^^b) K#&LT37T^ 5 

%C02^#^r^t7to 
[0 0 2 5] 
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(4) * ? V 

K?i)--yym-7V-Y%:Yzm-tZ>tzsb\z±M (1) KTffiSLfc TRACP 
5b £ 50mM ^VgBRWifcsHcS&JSU 0.5/ig/100/i 1/well 96 
ft^;!/ (Nunc) iZfr&LfZo yi/- h Htt 2 MHILfclfefc 0.05% Twee 
n20 **trhU^«««[*C3Hi5fe*U *1**Wa©*JflIx.*fci6K:i.5%BSA» 
^«:200^1^LT > Mt* 4t;-C 1 BfcjUSLfco ^Jft L fc :/ W - > £ 0.05% TV 
een 20 fc£*r H; 3 ®gfe^-L^^«±?f 100// 1 *RJES$*, 

ymed) *Jnx.TSJ&$^o VtWikK HRP <03&fe2£«-e*& 3mg/ml 0-7i- 
Vl/VT^y (OPD) (Nakalai) *^>Bfcffrfei£$fc* 100^1 inx-T— 5gl^MO 
f^fefiu IN ^m&#lbi£t LTMfc 100^1 »U 492nm fcfigbfc 

[0 0 2 6] 

(5) m&omm 

ELISAlcioTfflM TRACP 5b ?u-y Trk49, Trk 

^ ?u-y Trk49, Trk62 £ TRACP 5b «Lf:^t ItMlf;^ 
&o & b titzlfifc* * S ? u - ± fl/fcfe* J My>r*y h (Amersham Pharmacia 
Biotech) KT*fc5£Lfc*S*, ^TOilOi^^Sft^o^o 
[0 0 2 7] 

1^1] 

* 

?n-> Trk49 IgGl * 
^p-> Trkfi2 IgGl g 
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[0 0 2 8] 

(6) ± j 9 n - -f- frti&nvm n zmM 

±ffi (5) ff^^^'J K-v TrK49, TrK62 IX 10 7 jffljftfl*^; 
(T^Ky 0.5ml 2 ilWO Balb/c (B^l/7- 

) > 10 jlfc BtttfcflUBrtlfcS-U & 2 fifiB^K^ 7*flEJ&F*It::ir@ L^MtK 
*^^A/a.--r^Jft»TtwT^Wll$MJlt^o -tfB (4) OX* 
Tfrofc ELISA r> ^ flfcfcfc^y/ufc fcfc* 

^O-^y *n-^;vtit#:^f ttrv^fwo £Oflt7k«^ 40% tjHtlU PBS 
fcj8tffLfc&> ynf^fy G (Amersham Pharmacia Biotech) J: *9 

lit SDS-PAGE K£i)mmLtz 0 -fht TrK27, TrK62 £: *> K^Myt^i^ 
4&7 150,000 <7\ y> ;v # y h ji * / -A/ggx'Cli^?**?! 50,000 <D^ 

VYt 25,000 (7) 2 *<7>/*> YmmZfotZo ttli$*ifc#b#t± TrK49> TrK62 

[0 0 2 9] 

(7) &H3-M£ 

y * n - ;i/#fcflE Trk49, Trk62 SrfS^ h tz #> iZ £ t & T W V 

7* -A (TRACP 5b. #JfiL3^ JflL/J^, PAP (SIGMA) . bACP (SIGMAtt) ) 

^fflv^-cTifi^^^^f o /Co mfc-ftmzffim^te&Tvt&y) x$>z> 0 

BffiTV-f (Nunc) ±K Protein G £5jHJ/B LXm^Lfz^J ? u~-±)Vfo 
2yug/well «fc? fc$H£U 4*C 2 HHiHgLfco 0.05%Tween 20 

Sr^tr 20mMTris (pH7.0) tfc»$fc»CT3ll!«fei£L;fc^ 1.5%BSA Tris (pH7.0 
) £ 200^L Imz-kX 4"C-e— ®,7vv*>JfLtZo ^O J; ? £ LTftULtz? 

v~ v *%<Dm&WLxmffi&vx, &mT<fv7*-A<Dmmwi&*£:x ioiu 

/Lfc*fc-*l\ -eo 100// 1 *tft#j|§^-/V-h±tc3rax.fc 0 2 mrasafc 

KJSfcTflU mffi^^^T3ia^LT 100// 1 ^14^7 7^ 

&ztfrhm**wm^<DiEM*'i7^tzo nfetem&&&M 50 M i *mz.fz&. 

fc«93feilfe£ 405nm Xft-ofz 0 
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LX Trk49, Trk62 fi TrACP 5b t Lj&\RJ©*i\ 17^77*-^^: 

[0 0 3 0] 

(8) I7j£±i -7J^A>flE%i 

TRACP LTjsU&i" & d t $ *l£ * n - > TrK49, TrK62 OflfoM* 

fcJBKKSftfc^y' *n~^;i^#:£7V^y?7}9AT&& HiTrap NHS-activa 
ted HP (Amersham Pharmacia Biotech) 1:^$^ #l TRACP # "7 A &fp§£L 
fco MT\ flf^UiafcfrfeSr^-t- ('J K# ? 7" 1 ; >jr^> K7*-^. Amersh 
am Pharmacia Biotech&Cf^LV*) 0 

te£tf>\,Z5fcflzm* y AZfflML 5mL <D?K^Lfz ImM ttift^$r%jS lmL/ 
min XMWLLtz 0 $t\Z lmL ^7^D-tJ^Mt (15mg/mL) ££ti£U 

(0.2M#t$£7kSt^ h U 7AlfI 0.5M NaCl pH8.3) * 3mL jjfLLT. 6mL O 
yn^v^77- (0.5M S-)VT$ 0.5M NaCl pH8.3) 

lCT-7*n y *>^L£ 0 6mL Ogfe^ (O.umMi- V V V&MWffi. 0.5M NaCl 
pH4.0 ) KXffi&fe, TftXf 6mL c7)^n y ^ y r - (0.5M J 

-frT^ymfc 0.5MNaCl pH8.3) fcSILT^ MMKX 30 frmtkMLtZo * 
6mL <Dm&m, 7"n^'^l LTft&fc 20mM Tri 

sM«}£ pH8. 0 i:t*7A L 
[0 0 3 1] 

(9) T^^-^-f-^^^tzJ:^ iiim#Fzfc®i<nmm 

$EJ&Ltz 2 m (Trk49> Trk62) <D HiTrap NHS-act ivated HP *7A^ffl^T 
Jfoifr+RJE4&£flNRLfco >r--f 7 X ^#fcj£AJfiL?t 40mL * 4 

sfEjg 0.2mL/min "C— Bfe, *7A|:HH/: 0 -€-<^& 20mM Tris BffiWi 
pH8.0 t:t*7A»U lOOmM S^iHHffjjt pH2.7 Ti#tti £-tf£ 0 S§ 
tB77^V3>C(i 1/10 *tf> 1M Tris i$fr$ pH9.0 *mx.X*ffiLfz 0 
[0 0 3 2] 

do) sELDife ±mm±j2^3^*jLhj8m 
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surface enhanced laser desorption ionization (SELDI) tMfrMMM 
fr%rnt*®.fr&tnttz-7uy^( Vf-v-fr* J n V—h^m Ciphergen fttJ: 

n^-*J6MU WSlLfc'W y; K-v Trk49, Trk62 O^/^n-t^fr 
**Uffl LTJfiL?&* TRACP 77^>f^»^x.l.;i:^^; 0 

(i) WifflU;77^-f>f f?73l«, (ii) 3fc*jg£-£5pj/BL7?: 
H4 *v7nWiKt>\1rbfLZ>o 

[0 0 3 3] 

(i) PS2Q y "Act * 3t» 

PS20 -fU7-4y s f-v~7Tl"( (Ciphergen Biosystems ,Inc) £M 
V> T Trk49. Trk62 SJS"f* & Jfilft 4» O TRACP, t tz \t V 9 ^ * > h t ifc 

titfcfc-g-riy&Wl S-clone (=*W^S) KJ&HtS-grfc Trk49> Trk62 ^^#t 
> Protein G (Amersham Pharmasia) X oT#vffc£ffiML7t:o 

500//g/mL lZ$>t>*tX-1:<D 2j*L Itf- -y "f\ZT"f^ 4 SfifcT 1 B# 
HRJS5$-£fc& 5^L 07n»;^^7 7- (HI >U7 5 > PBS pH 

8.0) (WAK0) *1mx.mMl0frmBifoZ*tfZo ?u y *y 8mL Wkfrsiy 
"7 7- (0.5% Triton 100 PBS) KXMU, 5 frmm&Lfz e ^*L* 2 l!£&!9 
jgL PBS T#<i-i-v^i 0 KZ>JS»)«re<#v*-C 3^L OifA*" 

-Hfc*^V-) KT^r>:7>£TOU 8mL 0^7 7 7- (0.5% Trito 
n 100 PBS) ICT^ffl^ 5 $rB*fe$-Lfco £*L* 2 EM 9 jg IT PBS X*m < 1" 
^A7^"7° K:T*»St«S^0 0.5^L 0|&3ftl'>^tf 

>@£ (Ciphergen Biosystems , Inc) /50%7-te h — b y ;i/ (Wako) /0.5%TFA (W 
ako) ^^2HI^nL^o ML^ynf'f ^y:/7Wti, ^UtM >- • /t 
^^-nv- . v^-rAII • -^^^fa^-^^ (Ciphergen Biosystems , 
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Inc) K <fcoTf%<^o7t 0 
[0 0 3 4] 
(ii) H4 ±2J2&XJ>MM. 

Zftmfrh*<DAtfr¥mi:mfe1-2>i><7>T'$>2>o HiTrap NHS- 

activated HP *i 9 A (C J; & T V 4 ~-r ^ ffiS£7 =7 ? v a >-e&& 0 

liDaMc H4 (Ciphergen Biosystems , Inc) <DXtfy h& PAPen (Zym 

ed) CioTW, ^>7^^£ffcL&^«J:d lC"f & 0 ^--^T^ 2,uL bT 

L(D 20mMPBSpH7.0 ^<D^X^< fcf^y r 4 ^sH^bWo ^OJft 

ft* 2 lUffofc^nm^Tlc-e^^y h*«fev\ 0.5^L <7>l^fPv^-lf>m (Ciph 
ergen Biosystems , Inc) /50% T-fef*-M>;l' (Wako) /0.5%TFA (Wako) mW. 

* 2 mmaLxi&to&KWfeLfco ^m^tz-fuy-^y^-y-rrv^^ ?u 

7M y - >M *n^— • vX^AII • 7^ • hn^-^- (Ciphergen Bi 

osystems , Inc) K£-?XWifrM-?fco 
[0 0 3 5] 

Bi 1 Kii^T*-* 4r^1" 0 iOf-^7*-7-y>tli, PS20, H4 ynf'f 

W<nffi®l<D%.&te Arbitrary Units (AU) t-fh 0 1&yScQ\± HiTrap NHS-acti 
vated HP Trk49 Trk62 # =7 A ta I) fitm £ *Lfc 77^ya >HSSC t PS2 
0 ffifo^y^mmz Zi>wm—<Di> <DX&&l±1*X&2>o H 

4 ^ifcfc PS20 Mwmnmz£&mu<Dmm~&&nm±mmx$>t), 2^ 

bfrteXoK, Trk49 SrfflV^c H4 HSfcOf-^fc PS20 £UfcOtf-*iflSgli^ 
WtLfZo $fzZfr£X%nbtlX^%frvtz<£<mi&0 TRACP 7<7y*> 

Sfcfc J: <mmLX^tz 0 teKteE-ttSi* Trk62 OSj£tre&;5>o Trk62(± Trk 
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**jftv>i t*«|EW$*Lfeo Trk49 ti??^ > h bW1£lZ£ <RJSLTV» 
[0 0 3 6] 

(11) ^ g_P^±2kia&M££&&ffl^ 

*3£fll^&8c. ttflljl:) tC^oTffo^o 2 motibJRiFiK (A) *ft« TRACP 5b 
Zfctf (B) Trk49 T 7 -f - ■? <( U 7 A *f|$j| TRACP 77^^>h«: 5/<g/mL 20mM 

^VBfcKWifcfcfcfcJ:? KflMRU 50//Lo*o 96 'K'fV- h (Nunc) ClflB 
ffc$*fco 4*0, — UMMtLfcflk. 0.05%Tween 20 fc^tf 20mM MJ 2 
00/< L -eyi^-b^r 3 Bi$fci#-U 7"ny*>^J (1.5%BSA 10% "9-y#n 
-^^r-^tp 20mM M * 100/* L o'oflnxT 4*0 -Bfefflfco 

0.05%Tween 20 20mM h 'J ^BMWi 200 /< L 1» £ 3 03fe 

?#-U 12 ^^^Lft#L#3£i£ (0, 0.1, 0.15, 0.20, 0.25, 0.3, 0.35, 0. 
4, 0.45, 0.5, 0.75, l.Ojug/mL) * 20 /<L c?oJnx.T^fr (i) 37*0, (ii) 4 
r-e^-tL-TtL 2 B#|HLKJS3*;fc 0 1 %.BlB& 0.05%Tween 20 20mM h D 

*«flrifc 200 /< L T-7k~ h£ 3 0r5fe^U 1/1000 #ffi»tt2#dft# (fetv 
7 * Igfr-HRra!fc*fc# : Zymed) 50/uL £#n*.T 37^ 2 B#HaR&£-£, 0.05 
%Tween 20 fc^-fr 20mM h V ^jjfWfifc 200// L X~fV- h * 3 Hgfe^-L^ 
K 3mg/mL 0PD igjft 100/* L ^Dx.Tfl'feS-tf:, 0. IN fflcBK$& 100/* L T*#lh 
ft 492nm KTjfrfeLfco 
[0 0 3 7] 

£o«r*jfc&*ji&i::*fl: (i) t» im tbitw A492 fcsitaffi'ffce'fr*** 

KiLtf TRACP 5b 7° V- bOjJvfc 0.05/*g "Cli A492= 0.250 X~&otz<D 

t?, Jfcflto^iF** 14.6 ^^i"^i:^:<7)J:9^^^tt^ 0 

[0 0 3 8] 

[tl] 

0.25/10.05/ (0.146X10-9) |=0.731X10"9 (l) 
[0 0 3 9] 
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(i) x-ik&tzm^b&mii) <o&mtm&K&w h&&m?mt [pl] 

[0 0 4 0] 

[PL]=^#(ii) lZ&),f2>A 4 92/Mmm$>fz<Q<DA492 (2) 
[0 0 4 1] 

[0 0 4 2] 

[&3] 

[pf] = jjnx. tzmmm- [pl] (3) 

[0 0 4 3] 

&&$m&si\z.n lx [pl]/[pf] ^yn^uwE (-nio 

5e$C (Ka) ^^^> 0 
[0 0 4 4] 

Ka=-<fcj@E/n (4) 
[0 0 4 5] 

±fB:fr?£J: b It 2 M^Hc^y ?u-1-)V%m Trk49. Trk62 

^ (Ka) ^TIB0^2 0i:i3«9T^o^o 
[0 0 4 6] 

[^2] 



Trk49 (TRACP 5b) Ka=0.94X109 

(TRACP 77^ > b) Ka=5.25X109 
Trk62 (TRACP 5b) Ka=3.73X109 
(TRACP > TO Ka=0.fi9XK)9 



[0 0 4 7] 
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[0 0 4 8] 

[»C5] 

Trk49 i:77^^>ht <7)a&te>Trk62 £ ORjG&tt 

>Trk49 1 mm t (Dm&fe >Trk62 by?y*>Yb <DKB& 

[0 0 4 9] 

J: oT^ey * tt-^Mftffc Trk49 ti TRACP *3Rg#J: *) & TRACP fii#7 5 
> h fcKJ6tt*»j(5 < s *<*>±. Trk62 O TRACP iftO^iJ; t) i>EJB 
ftLtf-m^fz®, IZZtbiZKB&vp'emfcMlZ Trk49 t TRACP 7 9*0*>ha*3jt 
M7 5^ y hO^Lfcae^t? Trk62 tii O^flJH TRACP 

[0 0 5 0] 

(12) elisa izxzm&ms* 

Trk49 1// g/we 11/100 /< L, Trk49 2/*g/wel 1/100// L> Trk62 l^g/well 
/100/*L, Trk62 2/*g/well/100//U (Trk49 l/<g+Trk62 l/*g)/ well/100/* L<D 5 

»7l/-h«-Mt^ 7°V- Hft^li-LfB (7) co^ey^n-^;v^ 
OtltttStftS L/w(D t RUtl) S o tzti Lmmtfcfc* 100 ftL 7n 

200 juL ■V-yy^MZ 100 //L KSEMLTffofco 
1^ES»±^ 7 , l"- Mc^L^^n/fc^ ■^>7;V£LT TRACP5b iiHt ;VjfiL 

»**nx., Mfct\ It ^ ^#T^ 1 HS^TOilro^o #:^T% Sfc 
*M»f^«rffv\ 100 M L *«&bDU 37'Ct? 1 l$RU WmEUfc** 

*tfz Q 0.2N O NaOH &«*ifflxT]^*#iL$*Jtfe5£*U *3Sf&te*3fci£> 

l&^gto* h mm iz Kfc&tfm < „ 77^r/h fc 5iv^^14^^1- Trk49 

08*fc»v\^tt*#ofc#;i&*ijfc Trk62 li £#$r Elite £jj*Lfc e 5E*c 
Trk49 t Trk62 Srfi^tfc 7°V- b X'it X *) < ^Jg ftJt LT 

v*fc<> JWfcflt* l//g frt> 2 fig izm-ALX fci£>8H& BSt K if|pj± L * * 
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ofc£fc^k^tc|W#1-*jft#*J4 l^g/well -e«t3r+^-C*ofefc#ite> 
tLTto oj 0 tt^S^IK09|| ^ *) Trk49 »4RJS^+T7 > b &IS 

l*0BfcW Trk62 Intact fc^HMMt, 

[0 0 5 1] 

(13) 7f-;^ xum &mm Lfcy 

49, t fta> h n-;wc Trk62 *ftfflLt\ 2 * n — ;HK# £ 9 

1 % 7f'^7|^ 2mL O.lmg/mL Trk49 RZF Trk62 tfrftS&jfc 2m 

l fc*»fru ^m^m^Lfco aM>au ;»£i%bsa u sjk 

ftlB#W*#Lfco Slfit'frfc, PBS iWCSL, 7f^7|ti 

;<?)7f 7^^* 0.15% RW 0.1% frh 1/2 Ho'ot^Lt^ 
ft 8 &ffi<Dy-ry ? (0.1, 0.05, 0.025, 0.0125, 0.00625, 0.00313, 0 

.00156%) fcflsjSLfco £JLT ELISA ^^tt^^^ov^T^1"^ 0 

{iC^HClO^xy ?xm&* Trk62 (2/£g/well) t?4 v»fc-/l/- h K 50 M 
L o'o^-ftL^o frit' 4 > 7 * - A K • =Hfo TRACP %^y~)V 

JfiLTt (8U/mL) £ 100 //L o*oJnx.T, Ifi, tg£ ? *frv»fcj&*& 1 B#P H 1M/£ 
$*7to &J£^ 0.05% Tween 20 £#tf 20mM Tris (pH7.0) T? 3 ® 

lk?£ (0. 2N NaOHfcifc) £ 50 ^JJPLT, 405/490nm -eSUgLfco ft** El 3 

^/Ki- 0 Trk62 f 7 ^ ^^liiiitTii y 1/ - h±<D^ey ? u -l-JUffc 

o Ltf»U Trk49 T'ii 0.1-0.15% 7f y ^^t^S^JnH«T?^r*JC»3(||frfe 

75$tL7t 0 Trk49 ^77 7^7XCiMf % &<0*ffi 
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[0 0 5 2] 

[mi] 

MWjmmZTF-fo (1) HiTrap NHS-activated HP Trk49 # 7 A O^ffitJ® t (2) 

PS20 Wm^- y y^MWcJflLrt^^OtT-^Ji— $cLT:33*K hk^jeis-c** 

Trk49 fc^^#^OSBtt^§v^i:^^ 0 /, o $fc( 3 ) ^ 

f> Trk62 t/t#<7) B&HMPHfc O & v> d t o £ 0 
[El 2] 

HI2fi, R— jtJgOfeWfc Trk49 t Trk62 fcjflJffiLfc ELISA 0|§**^"t 0 T 
rk49 t±pv\RJ&teLjHF$fcj&»ofc 0 L^L Trk49 Trk62 ^ |WJ B#l'5fIJffi L 
tz7V-YX\* Trk62 ?r#«T*^ffl Lfc*£ i *5 feRE»tt*«lRl±LTV^ 0 
[HI 3] 

B3li, Trk62 £ 7*1/- h Trk62, Trk49 *>V>1**Ljfr 

*5t7 fX&f-KIRMZ'itX ELISA «:ff oTtift**^^ ^V- h tM^-f 

%> Trk62 ttfl^sf^^ t- ? ? ^ttm*e»±isini9 7" ? * * tsui^^ <^^i:o 

tLtWil<^otv^ 0 t^L Trk49 ift7f7^^tt 0.1%~0.1 
5% ^»E-t?lijttwBS*0|frfe^B**3fi<&o^: 0 iot Trk49 a«7 7'; 

btffrfrofzo 
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i] 



Protein Chip 
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[02] 

ELISA}ilCcfc<5;!!]£$£m 




U/L 

[El 3] 

LATEXUt m SSiP ELI S #£ S 




Trk49 



Trk62 



0 0.05 0.1 0.15 0.2 
S&JmfitHLATEXjiJ^) 
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